RESEARCH NOTES Chambers, C. and S.K. Dutta
Heterothallic species of Neurospora are distinguishable by restriction analysis of their nuclear r-DNA sequences.
Several recent reports have shown that restriction analysis of mitochondrial and chloroplast DNA's have been used successfully to distinguish species differences for phyloqenetic studies in plants and animals. We have tested this approach of restriction analysis of rDNAs to distinguish nuclear rDNA's of three different reference strains of heterothallic species of the genus Neurospora: N. crassa 74A (FGSC #987), N. intermedia PA420 (FGSC #2316), and N. sitophila I0B (FGSC #580). Two approaches were adopted: (1)Nuclear DNA's of these three Neurospora species the streaks of nuclear r NAon the 0.7% agarose gels were treated with various restriction enzymes. Against background bands were visible. These background bands are visible because rDNA sequences of Neursospora species exist in multiple copies within the nuclear DNA's (Chathopadhyay, Kohne and Dutta, 1972 Proc. Natl. Acad. Sci. USA, 69: 3256).
( Results obtained so far are briefly summarized in Table I . The restriction enzyme EcoRI generated three bands: 3.1 and 2.1 kb fragments (which were present in all three species) and a 3.4 kb fragment in N. crassa only. This 3.4 kb fragment contained mostly external spacer regions.
HindIII generated more than one band in all three species; for example, two bands in N. crassa a doublet of 4.0 kb size in N. intermedia , and two bands in N. sitophila. PstI generated one common fragment of approx. 6 kb size in all three species containing rRNA coding regions. In addition, another fragment of approx. 2.3 kb to 2.6 kb size was present in all three species. This indicated that coding regions of rDNAs in all three species were similar, if not identical When the other three enzymes BamHI, BglII and SmaI were used only one band of the nuclear DNAs of each species could be seen in our gel preparations. It is know (Free et al.,J. Bact. 137: 1219-1226, 1979) that the enzyme SmaI generates 5 fragments (one large and four small) and the enzyme BamHI generates 2 fragments (one large and one small). Apparently, the smaller fragments had run off our 0.7% agarose gels preparations and thus could not be seen.
This investigation was intended to study whether restriction analysis of rDNAs could pinpoint differences among reference wild-type Neurospora species. As a part of our future plans we plan to compare restriction analysis of different isolates within the same species. Extensive studies on DNA homologies (Dutta, 1976 
